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CHEMICAL 



imrmmrinnN OF BIO MEDICAL MATER1AL S_ W1TH GEhjlP IN 



Field of the Invention 

5 The present invention teb.es to chemical moditoiion of bionbdieal materials. |snch •» 

coliagen, chiiosan, and hemoglobin. with a nannall, oeenrring crosslinking teageni. gemptn. 
and biocompatible mmeriaU. tuefnl in biologieai implams. adhesives. wo»nd dressings, and 
blood substitutes, which are crosslink or polymerized with geniptn. 
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Background of the Invention 

Crosslinking of biological molecules is often desired for optimum effectiveness in 
biomedical applications. For example, collagen, which constitutes the structural framework 
of biological tissues, has been extensively used for manufacturing bioprostheses and other 
5 implanted structures, such as vascular grafts, wherein it provides a good medium for cell 
infiltration and proliferation. Collagen sheets are also used as wound dressings, providing the 
advantages of high permeability to water vapor and rapid wound healing. Disadvantages of 
impr^ctinirfH collagen include low tensile strength and ready degradation by collagenase. The 
fixation, or crosslinking, of collagenous tissues increases mechanical strength, reduces cleavage 
10 by collagenase, and reduces antigenicity and immunogenicity. 

Chitosan, a deacetylated derivative of chitin, contains free amino groups which may also 
be crosslinked, e.g. by glutaraldehyde (Jameela), and has been used or proposed for use in 
implanted drug-delivery devices, skin substitutes, wound dressings, and other biomaterials. It 
has shown the beneficial property of reducing calcification when coaled on other implanted 

15 materials (Chanda). 

Various crosslinking reagents have been used in the chemical modification of amine- 
containing biomedical materials. The most common are synthetic chemicals such as 
formaldehyde, glutaraldehyde, dialdehyde starch, glycoaldehyde. cyanaraide, diimides, and 
diisocyanates. Of these, glutaraldehyde, which reacts rapidly with proteins, is the most 
20 commonly used. 

Problems which have been encountered with crosslinked collagen include the tendency to 
calcify when implanted, leading to stiffness around an implant, eventual degradation and 
resorption into the surrounding tissue, and toxic reactions to ciosslinking reagents. 
Glutaraldehyde is known to have allergenic properties, causing occupational dermatitis, and is 
25 cytotoxic at concentrations greater than 10-25 ppm and as low as 3 ppm in tissue culture. 

Another useful application of crosslinked biological materials is in blood substitutes. Cell- 
free hemoglobin, a blood substitute, is useful for antigen-free blood transfusions, but is easily 
transformed from tetramer to dimer during circulation. High oxygen affinity and short half-life 
are additional limitations of this material. These difficulties may be overcome by chemical 
30 modification of hemoglobin with a crosslinking reagent (see e.g. Chang, Keipert). The 
increase of the half-life of hemoglobin in circulation and the reduction of its oxygen affinity 
can be achieved by both intermolecular and intramolecular crosslinking. Crosslinking with 
glutaraldehyde, however, has been found to induce dimer formation during hemoglobin 
polymerization. 
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It is therefore desirable to provide a crosslinkihg reagent suitable for use in biomedical 
applications which is of low toxicity, forms stable, biocompatible crossltnked products, and 
retains its stability upon implantation. 

5 Summary of the Invention 

In one aspect, the invention provides a biocompatible implant or wound dressing. The 
implant or dressing is of a material which comprises a biocompatible crosslinked amine- 
containing biomolecule, selected from chitosan or a connective-tissue protein, where the 
biomolecule.is crosslinked with genipin. Where the biomolecule is a connective-tissue protein, 
10 the protein is preferably collagen. Also provided is a biocompatible adhesive, which^ comprises 

a b iocompatib le crosslinked gelatin, derived from a collagenous source, where the gelatin is 
crosslinked with genipin. 

In another aspect, the invention provides a method of manufacturing a biocompatible 
implant or wound dressing. The method includes the steps of fabricating a material which 
15 comprises an amine-containing biomolecule, selected from chitosan or a connective-tissue 
protein, into a structure suitable for the implant or dressing, and crosslinking the material with 
genipin. When the material comprises a connective-tissue protein, the protein is preferably 
collagen. 

in other the invention provides a composition suitable for use in a blood substitute. 

20 which construes hemoglobin crosslinked with genipin, and a method of preparing die 
composition, by treating hemoglobin with an amount of genipin effective to crosslink the 
hemoglobin. Preferably, the crosslinked hemoglobin has a mean degree of polymerization 
greater than l and less than about 9. 



Brief Description of the Figures 

Figures 1 A-H are computer-generated images derived from photomicrographs (X200) of 
uncrosslinked, or fresh tissues (1A-B), and tissues crosslinked with glutaraldehyde (GA) (1C- 
D), epoxy (EX-810) (1E-F), and genipin (1G-H), before and after collagenase degradation, 
respectively; 

Figures 2 and 3 show the denatu ration temperatures of the test samples from Figure 1, 
ob tained before and after collagenase or pronase degradation, respectively; 

Figure 4 shows the tensile strengths of fresh, glutaraldehyde-fixed, epoxy-fixed, and 
genipin-fixed tissues before and after collagenase degradation; 
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Figure 5 shows the denaturation temperatures of fresh, glutaraldehyde-fixed (GA). epoxy- 
fixed (EX-810), and genipin-fixed pericardial tissues before (t = 0) and after (t = 1 wk; t =4 
wks) subcutaneous implantation in a growing rat model; 

Figure 6 shows the tensile strengths of the samples from Figure 5, before and after 

5 implantation; 

Figure 7 shows the calcium content of the samples from Figure 5, before and after 
implantation; 

Figures 8A-8D are computer-generated images derived from photomicrographs 
(magnification xlOO) of cells cultured in (A) control medium and in medium supplemented with 
10 (B) 1 ppm glutaraldehyde, (C) 5 ppm epoxy compound, and (D) 1,000 ppm gentpin; 



( magni fication x 1.500) of (A) fresh tissue. (B) glutaraldehyde-fixed tissue, (C) epoxy-fixed 
tissue, and (D) genipin-fixed tissue, all before implantation, (E) the fresh tissue retrieved 1 
week after im plantati on, and (F) glutaraldehyde-fixed tissue. (G) epoxy-fixed tissue, and (H) 
15 genipin-fixed tissue retrieved 12 weeks after implantation; 

Figures 10A-C are computer-generated images derived from photomicrographs 
x 200) of (A) glutaraldehyde-fixed tissue, (B) epoxy-fixed tissue, and (Q 
genipin- fixed tissue retrieved 12 weeks after implantation and stained with hematoxylin and 
eosin; and 

20 Figure 1 1 shows a chromatographic trace obtained from HPLC of polymerized and 

unpolymerized hemoglobin. 

rw*ai1prf Description of the Invention 
I. Definitions 

25 The terms below have the following meanings unless indicated otherwise. 

"Genipin" refers to the naturally occurring compound shown as Structure I and to its 
stereoisomers and mixtures thereof. 

A “collagenous material" or "collagenous source" refers to a material which largely 
comprises collagen, such as a sample of mammalian connective tissue, and is suitable for 
30 fabrication of a biological prosthesis, implant, graft, or wound dressing. 

A "biological implant" refers to a biomedical device which is inserted into, or grafted onto, 
bodily tissue to remain for a period of time, such as an extended-release drug delivery device, 
vascular or skin graft, or prosthesis. 
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25 



-Crosslink*! hemoglobin- refers to hemoglobin which contains imramolecularly 
crosslinked hemoglobin, where crosslinks exist between individual chains in the tetrameric 
molecule, and/or intertnolecularly crosslinked hemoglobin, or polyhemoglobin, where 
tetrameric molecules are linked together. 

•Degree of polymerization” refers to the number of hemoglobin molecules linked together 
in a crosslinked hemoglobin. For example, the designation Hb, indicates two hemoglobin units 
joined by an intermolecular crosslink; they may be imramolecularly crosslinked as well. 



n. Preparation Properties of GgWBfe | 

Gadpib. shorm below as Smiemre I, is an iridoid glycoside preMot in fcuils (Gardenia 
wrow HIM- It may be obtained ftaat die parent caapawd geniliosidc, stnfrture H. 
rttid, may be isolated from namral sooteee as described in. for example, Oka, Okada, or 
Komaani. Genipin. the aglycooe of gtedposide. may be prepared frontlhe latter byoxidation 
folto^d by tedorrioo sod hydrides (Tanaka) or by enxyntaric bfdridysis (Bdika.,). 
t ~t» racemic genipin may bo pmp»«i spdterieany. eg. according to the method of 

Bflchi. 




II 

Although Structure I shows the natural configuration of genipin, any stereoisomer or 
mixture of stereoisomers of genipin may be used as a crosslink^ reagent, in accordance with 

the present invention. 

Genipin has a low acute toxicity, with LD* Lv. 382 mg/k in mice. It is therefore much 
less toxic than glutaraldehyde and many other commonly used synthetic crosslinking reagents. 
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As described below, genipin is shown to be an effective crosslinking agent for treatment 
of biological materials intended for in vivo biomedical applications, such as pros theses and 
n yw implants, wound dressings, and blood substitutes. 



5 ni. Crosslinking of Biological Stnictu tal Compounds with Getupiti 

The biological compounds which are crosslinked preferably include connective-tissue 
proteins such as collagen or elastin, or materials derived from such proteins, e.g. gelatin, which 
is produced by hydrolysis of collagen or collagenous tissues. Other amine-containing structural 
compounds, such as chltosan, may also be treated with genipin to produce biocompatible 
10 crosslinked materials. 

The fabrication of such materials, particularly collagen, with or without crosslinking, into 
medical devices such as bioprosthcses. skin and vascular grafts, and wound dressings is well 
established in the art. See, for example, discussion in 'Prosthetic and Biomedical Devices’. 
Kirk-Othmer Ency clopedia of Chemical Science & Technology. John Wiley & Sons. 1995, and 
15 additional references such as Hilbert. Khor, Li. Oliver. Sabelman, and Stenzd. For references 
to uses of chitosan in such applications, see, for example, Chandy (1990, 1995) Jameela, and 

Olsen. 

Genipin-crosslinked collagenous tissues may also be used in homeostasis, by providing a 
biocompatible surface for blocking blood flow and supporting blood clotting. A biocompatible 
20 adhesive may be prepared by crosslinking a gelatin, derived from hydrolysis of collagen or 
hydrolytic treatment of a collagen-containing tissue, with an amount of genipin effective to give 
the desired adhesiveness and consistency- 

For crosslinking collagenous tissues, an effective amount of genipin was found to be about 
200 ml of a 5% solution for a 6 x 6 cm sheet of tissue, as described in Example 1. More or less 
25 reagent could be used depending on the desired crosslinldng density. Similarly, for 
crosslinking of gelatin or chitosan, routine experimentation may be used to determine the 
amount of reagent appropriate for the desired characteristics in the final product. 

As demonstrated below, genipin-fixed collagenous tissues are highly resistant to 
degradation by collagenase or pronase, and their biocompatibility is demonstrated in 
30 subcutaneous implant experiments; The following sections describe the properties, including 
enzyme resistance, retention of mechanical properties, and low toxicity, of collagen tissue 
samples crosslinked with genipin, compared to samples crosslinked with other commonly used 



reagents. 
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To determine the stability of collagenous fibers treated with various crosslinking reagents, 
tissue samples were treated with the reagents, subjected to degradation with colhgenase or 
pronase, and examined, as described in Example 1 below. 

Figures 1A-H present computer-generated images derived from photomicrographs of the 
fresh (1A-B), glutaraldehyde-fixed (1C-D), epoxy-ftxed (1E-F), and genipin-fixed (1G-H) tissue 
samples before and after collagenase degradation, respectively. After degradation, the fresh 
tissue had disintegrated into pieces (Figure IB). In contrast, the collagen fibril structures of 
the glutaraldehyde-fixed and genipin-fixed tissues remained intact after collagenase degradation 
(Figures ID and 1H), while slight disintegration of the collagen fibrils of die epoxy-fixed tissue 
was observed (Figure IF). 

The denaturarion temperature of each test sample was measured by a Perkin Elmer 
differential scanning calorimeter (Model DSC 7, Norwalk, Connecticut, USA). Figures 2 and 
3 give the denaturation temperatures of die above-designated test samples before and after 
collagenase or pronase degradation, respectively. No denaturation temp eratures of the fresh 
(uncrosslinked) tissues could be determined after collagenase or pronase degradation, due to 
the extensive disintegration of these samples. As illustrated in the figures, the decline in 
denaturation temperature for the genipin-fixed tissue (<2%) was less than that for the 
glutaraldehyde- and epoxy-fixed tissues (3-10%). 

The genipin-fixed tissues also showed superior retention of tensile strength. Tissue strips 
were cut from each test sample before and after in vitro degradation for tensile strength 
measurements. Stress-strain curves of the tissue strips were determined by uniaxial 
measurements using an Instron Universal Testing Machine (Model 4302) at a constant speed 
of 50 mm/min. Figure 4 shows the results of the tensile stress measurements of the fresh, 
glutaraldehyde-fixed, epoxy-fixed, or genipin-fixed^tissues before and after collagenase 
degradation- The tensile stress of the fresh tissue was recorded as zero after degradation, again 
due to the extensive disintegration of this sample. As shown in the figure, the reduction in 
tensile stress for the genipin-fixed tissue was minimal (< 1 %), and was significantly less than 
for the glutaraldehyde-fixed and epoxy-fixed tissues (31% and 25%, respectively). 

The above results show that genipin-fixed collagenous tissues have thermal stability and 
tensile strengths similar to glutaraldehyde-fixed tissues, and that they retain their tensile 
strength and thermal stability to a significantly greater degree than the glutaraldehyde- and 
epoxy-fixed tissues upon treatment with collagen-degrading enzymes. 
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B. Stability in Subcutanmis Implantation 
1. Short Term Study (Four Weeks) 

A implantation study was conducted, using a growing rat model, to evaluate 

the stability (change in denaturation temperature and tensile strength) and level of calcium 
5 depositi on in implanted pericardial tissues crosslinked with genipin. Fresh (uncrosslinked), 
gl utaraldeh yde-fixed , and epoxy-fixed tissues were also tested. 

The tissue samples were prepared as described in Example 2. A subcutaneous unplant 
study was conducted on 6-week-old male Wistar rats, and implants were retrieved at l week 
and 4 weeks post-implantation. 

10 Fresh were generally thinner than the crosslinked samples at 1 week post 

implantation, and were completely degraded at 4 weeks. At 4 weeks, a thin layer of host tissue 
was observed on the genipin- fixed samples, but not on the glutaraldehyde- or epoxy-fixed 
samples. The genipin- fixed samples thus appeared to be the most biocompatible by this 

standard. 

15 The denaturation temperatures and tensile strengths of the samples were determined, as 

above, before and after implantation. As shown in Figure 5, the denaturation 
temperatures of the genipin-fixed and glutaraldehyde-fixed samples were similar and were 
significantly higher than that of the epoxy-fixed samples. This suggests a higher crosslinking 
density in the genipin-fixed and glutaraldehyde-fixed tissues. In all cases, little degradation in 
20 denaturation temperature was observed up to four weeks post-implantation. 

As shown in Figure 6, the tensile strength of the genipin-fixed sample was superior at all 
stages to that of the epoxy-fixed sample. Pre-implantation and at 1 week post-implantation, the 
tensile strengths of die genipin- and glutaraldehyde-fixed samples were similar. At 4-weeks 
post-implantation, however, the genipin-fixed sample had substantially greater tensile strength 
25 than the glutaraldehyde-fixed sample. 

Figure 7 sho ws die amount of calcium deposited during implantation, as determined by 
a miffjr absorption spectroscopy as described in Example 3. As the figure shows, calcium 
deposition was fairly similar for the genipin- and epoxy-fixed samples, and was less, at 1 week, 
than that shown for the uncrosslinked sample. The glutaraldehyde-fixed sample showed 
30 substantially greater calcium deposition at 1 week, and a level similar to the other two fixed 
samples at 4 weeks. 

The above results show that collagenous tissues crosslinked with genipin show similar or 
superior stability and biocompatibility to those crosslinked with glutaraldehyde, without the 
attendant toxicity of glutaraldehyde and related compounds. 
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2. i nnp Term S tudy fTwelve Weeks! 

Sterilized samples of fresh (uncrosslinked), glutaraldehyde-, epoxy-, and genipin-fixed 
porcine pericardia were implanted subcutaneously in a growing rat model (6-week-pld male 
Wistar) under aseptic conditions, as described for the short-term study above. Four samples, 

5 one from each studied group, were implanted on the upper back of the animal model; the other 
four samples, again one from each studied group, were implanted on the lower back, in reverse 
order. Each test sample was approximately 0.5 cm in width and 2 cm in height. The order 
of the test samples in each row was rotated from animal to animal. The implante^ samples 
were then retrieved at 1 week (n = 4). 4 weeks <n = 4). and 12 weeks (n = 8) 
10 postoperatively. 

At retrieval, each retrieved sample was examined and photographed. It was noted that the 
retrieved fresh tissue was significantly thinner than the glutaraldehyde-, epoxy-, and 
genipin-fixed counterparts. At 4 weeks postoperatively. six out of the eight implanted fresh 
tissue samples were found to be completely degraded, while the other two fresh samples were 
15 being absorbed by the host tissue. In contrast, the glutaraldehyde-. epoxy-, and genipin-fixed 
tissues remained intact throughout the entire course of the study. 

Scmopg electron microscopy (SEM) was used to examine the surface morphology of each 
retrieved sample. The samples used for the SEM examination were first fixed with 2% 
glutaraldehyde in O.IM sodium cacodylate (pH 7.4) and then postfixed in 1% osmium 
20 tetroxide. Subsequently, the samples were dehydrated in a graded series of ethanol solutions, 
critical-point dried with carbon dioxide, and spattered with gold film. The examination was 
performed with a Hitachi Model S-800 scanning electron microscope. 

Figures 9A and 9E show computer-generated images derived from the SEM micrographs 
of the fresh tissue before implantation and retrieved at 1 week postoperatively. As shown in 
25 Figure 9 E, the fresh tissue retrieved at 1 week postoperatively was already degraded 
extensively. The glutaraldehyde- and genipin-fixed tissues retrieved at 12 weeks 
postoperatively (Figures 9F and 9H. respectively) were slightly degraded as compared to their 
counterparts before implantation (Figures 9B and 9D, respectively). The degree of degradation 
for the epoxy-fixed tissue (Figure 9G vs. 9Q was more extensive than for its glutaraldehyde- 

30 and genipin-fixed counterparts. 

The samples used for light microscopy were fixed in 10% phosphate buffered formalin for 
at least 3 days and prepared for histopathological examination. In the histopathological 
examination, the fixed samples were embedded in paraffin, sectioned into a thickness of 5 pm. 
and stained with hematoxylin and eosin (H&E). The stained sections of each test sample were 
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examined by light microscopy (Nikon Microphoto-FXA) for tissue inflammatory reaction and 
photographed with 100 ASA Kodachrome film. 

Computer-generated images derived from the photomicrographs of the glutaraldehyde-, 
epoxy-, and genipin-fixed tissues retrieved at 12-week postoperatively are shown in Figure 
5 10(A-C). It should be noted that no photomicrograph of the fresh tissue retrieved at this time 

could be made, due to its complete degradation. The inflammatory reaction of the 
genipin-fixed tissue was significantly less than that of its glutaraldehyde- and epoxy-fixed 
counterparts, jpHirating superior biocompatibility of the genipin-fixed tissue, due to its 
significantly lower toxicity (see Section C, below). . 

10 Atomic absorption analysis was used to determine the calcium content of each retrieved 

sample, as described in Example 3. Calcium content data for the fresh, glutaraldehyde-, 
epoxy-, and genipin-fixed tissues before implantation and those retrieved at 1-, 4-, and 
12-weeks postoperatively are presented in Table l, expressed as fig calcium per mg of dry 
tissue weight. It should be noted that no data could be obtained for the fresh (uncrosslinked) 
15 tissues retrieved at 4- and 12 weeks postoperatively, due to their complete disintegration. As 
shown in the table, no significant differences in calcium content were observed in this study 
between the samples before implantation and those retrieved at various implantation times. 

Table 1 

20 rnlriiim Content fry Cal chim/nig pry Tissue Weight) Before 

implantation and at Differ*"* Implantation Times 



Implantation 

Duration 


Fresh 


Glut 


Epoxy 


Genipin 


0 wk (n—4) 


1.2±0.1 


1.5±0.1 


1.8 ±0.6 


1.5 ±0.6 


1 wk (n=4) 


1.9±0.2 


2.9±0.9 


1.5 ±0.1 


1.5 ±0.3 


4 wks (n=4) 


N/A* 


1.8±0.3 


1.6 ±0.2 


2.1 ±0.4 


| L2 wks (n=8) 


N/A 


1.6±0.5 


1.9 ±0.9 


1.7 ±0.6 



30 Data are presented in mean ± standard deviation. 

'N/A: Data were not available due to complete degradation of the tissue. 

C. Cvtotoxicitv Study 

The cells used in this study were human foreskin fibroblasts derived from the foreskin of 
35 a normal newborn infant. The cells were cultured in 3.5-cm diameter petri dishes (10 s cells 
per dish) in Dutbecco’s modified eagle medium (DMEM, Gibco 430-2800EG, Grand Island, 
NY, USA) supplemented with 10% fetal calf serum (Hyclone Laboratories, Logan. Ut., USA). 
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The cell culture was maintained in a humidified incubator at 37°C with 10% CO, in air for 
24h. 

The medium was then replaced with genipin (Challenge Bioproducts Co.] Taichung, 
Taiwan) in DMEM, at a concentration of 0 (blank), 10, 100, or 1,000 ppm (pg/ml). 

5 Glutaraldehyde and an epoxy compound (ethylene glycol diglycidyl ether, Denacol® EX-810, 
Nagase Chemicals, Ltd., Osaka, Japan) were also tested, at a concentration of 1 , 5,| or 10 ppm. 

I 

After 24 h of culture, the cells were washed twice with phosphate buffered saline, and the 
medium was replaced with a fresh DMEM medium without any test crosslinking reagent 
Finally, the cells were incubated for another two weeks. During this period, the medium was 
10 changed once. 

Figure 8 A shows a computer-generated image derived from a photomicrograph of a control 
culture of human fibroblasts, cultured as described above, but without any test crosslinking 
reagent. As shown in the figure, the cells observed in the petri dish were confluent. Figures 
8B-8D show computer-generated images derived from photomicrographs of the human 
15 fibroblasts cultured in media supplemented with different crosslinking reagents at the following 
concentrations: 1 ppm glutaraldehyde (8B), 5 ppm epoxy (8 C), and 1000 ppm genipin (8A). 

The cell density was lowest in the medium supplemented with glutaraldehyde (Figure 8B) 
and slightly higher in the epoxy-treated culture. Both were much less than that found in die 
control medium. In contrast, the cell density seen in the medium supplemented with genipin 
20 (Figure 8D) was significantly greater than those supplemented with glutaraldehyde or epoxy 
compound, in spite of a much higher concentration of genipin used. This result suggests that 
the cytotoxicity of genipin is significandy lower than that of glutaraldehyde and the epoxy 
compound. 



25 IV. Crosslinking of Hemoglobin _ 

Hemoglobin polymerized with genipin has a stable tetramer structure, and the molecular 
weight distribution remains unchanged over an extended storage period, as shown by the results 
described in this Section. 

In crosslinking of hemoglobin for use as a blood substitute, it is desirable to obtain a 
30 distribution of hemoglobin oligomers consisting of 2-9 units, while minimizing the formation 
of overpolymerized hemoglobin (>9 units and > 500 KDa) and metbemoglobin. In support 
of the present invention, studies were carried out on the effect of several factors on product 
distribution obtained from treatment of hemoglobin with genipin. These factors, discussed 
individually below, are (a) reaction time, (b) concentration of hemoglobin, (c) molar ratio of 
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genipin/hemoglobin, (d) reaction temperature, (e) buffer pH and (0 addition of lysine as a 
quenching reagent. 

For each reaction, hemoglobin was initially purged with CO gas in order to decrease 
methemoglobin formation during reaction. Product distribution was analyzed by HPLC as 
5 described in Example 3, below. 



A. Reaction Time 

Product distribution was observed over 2-48 hr, where hemoglobin concentration was 14 
g/dl and genipin concentration was 15 mM, at pH 7.0 and 4°C At 12 hr, the level of Hbi 
10 (unpolymerized hemoglobin) was reduced to 60.15%, and methemoglobin had increased only 
from 14.98% to 18.81%, as shown in Table 2. At more than 15 hr, over-polymerized 
hemoglobin (>500 KDa) was observed, the desired crosslinked hemoglobin had: increased 
minimally, and methemoglobin increased rapidly. The optimal reaction time under these 
conditions was therefore about 12-15 hr. 

15 Table 2 

Molecular Weight Distribution and 
Methemoglobin Formation at Different Reaction Times 



Reaction 

Tone 


Hb|% 


Hb2% 


Hb^% 


Hb„% 


Hb>,% 


Met 

Hb% 


2 hr 


91.69 


6.31 








14.98 


6 hr 


76.22 


12.84 


7.51 






15.31 


9 hr 


65.44 


15.98 


15.24 


2.00 




17.66 


12 hr 


60.51 


17.32 


15.80 


6.95 




18.81 


15 hr 


45.98 


18.00 


16.97 


13.73 


5.32 


22.83 


24 hr 


40.95 


17.99 


17.34 


16.87 


9.02 


24.56 


48 hr 


39.87 


18.89 


15.43 


14.92 


12.89 


30.33 



*Hh,: number of crosslinked hemoglobin units 

“Met Hb: Methemoglobin 

Initial percent methemoglobin was 15.69%. 



B. Hemoglobin Concentration 

Genipin concentration, pH, and reaction temperature were the same as used for Section A, 
above. A hemoglobin concentration in the range of 10-14 g/dl was found to be appropriate for 
the polymerization reaction. When the concentration is less than 10 g/dl, the desired 
crosslinked hemoglobin (<500 KDa) increases with increasing concentration of hemoglobin, 
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but the reaction rate is slow. For concentrations higher than 14 g/dl, both overpolymerized 
hemoglobin and methemoglobin are increased, as shown in Table 3. 

Table 3 

Mnunnat Weight Distribution and Methemoglobin Formation at Different 



HbmoriobiN CONCENTRATIONS 



Hemoglobin 

Concentration 


Hb t % 


Hbj% 


Hb w % 




Hb >y % 


Met I 
Hb% | 


7 g/dl 


77.15 


10.69 


10.12 


2.04 




11 


.21 


10 g/dl 


70.89 


13.23 


12.69 


3.19 




12 


.69 


12 g/dl 


66.10 


15.98 


15.24 


2.68 




13i58 


14 g/dl 


59.15 


18.59 


16.42 


5.84 




13.10 


16 g/dl 


44.39 


16.27 


18.14 


16.56 


3.33 


17:88 



"fib,: number of crosslinked hemoglobin units 
“Met Hb: Methemoglobin 

“Initial percentage of methemoglobin was equal to 10.08 



20 C. Genioin/Hemoglobin' Ratio 

No changes were made to hemoglobin concentration (14 g/dl), temperature or pH. The 
optimum molar ratio of genipin/herooglobin was found to be in the range of 6/1 to 9/1. At 
mnlar ratios less than 6/1, the reaction rate was very slow and the yield of polymerized 
hemoglobin was low. Molar ratios greater than 9/1 did not increase the desired polymerized 
25 hemoglobin, but did produce higher levels of methemoglobin and overpolymerized hemoglobin, 

as shown in Table 4. 

Table 4 



Mnirnn n WKlflHT DtSTRTBTJnON AND METHEMOGLOBIN FORMATION AT DIFFERENT 



qsrnnN/HEMOGU 


I 

1 

8 


Genipin/Hb 
Molar Ratio 


Hb,% 


Hbj% 




Hb w % 


Hb > ,% 


Met 

Hb% 


1 6/1 


67.66 


15.79 


12.63 


3.92 




19.38 


I 7/1 


64.55 


16.59 


13.42 


5.44 




19.77 


1 8/1 


63.15 


17.10 


13.80 


5.95 




20.01 


i 9/1 


62.45 


18.03 


15.05 


7.11 




22.44 


1 10/1 


47.58 


17.44 


16.98 


12.83 


5.17 


25.59 



35 
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‘Hb: hemoglobin 

*Hb,: number of crosslinked hemoglobin unils 

*Met Hb: Methemoglobin 

‘Initial percent methemoglobin was 22.18%. 

5 

D. Buffer pH 

For this series of reactions, temperature was 4°C, reaction time was 15 hours, and 
concentrations of hemoglobin and geoipin were 10 g/dl and 15 mM (molar ratio 7/1). Aqueous 
solutions of potassium hydrogen phosphate (0.05 M, pH 4.0), sodium phosphate (0.001 M, pH 
10 9.0), sodium borate (0.01 M, pH 9.0), and sodium carbonate/sodium bicarbonate (0. 19 M/0.18 

M) were used to prepare buffers having pH values of 5.5, 7.5 and 9.5, respectively. As stown 
in Table 5, neutral and basic pH were most favorable for the polymerization of hemoglobin. 

15 Table 5 

Molecular Weight Distribution and 
Methemoglobin Formation at Different pH Values 



pH 

Value 


Hb,% 


Hb,% 


Hb^.% 


Hb„% 


Hb>,% 


Met 

Hb% 


5.5 


72.07 


14.22 


11.47 


2.24 




15.66 


7.5 


70.89 


14.42 


11.66 


3.03 




16.10 


9.5 


49.61 


17.49 


16.45 


12.01 




13.89 



*Hh,: number of crosslinked hemoglobin units 

*Met Hb: Methemoglobin 

Initial percent methemoglobin was 17.12%. 



30 E. Reaction Temperature ^ 

The concentrations of hemoglobin and genipin were unchanged for this series of reactions, 
and the pH was adjusted to 7.0. A range of temperatures from 4°C to 40°C was employed, 
giving the results shown in Table 6. As shown, higher temperatures induce a higher degree of 
polymerization of hemoglobin. At 30-40°C, 60-65% of unpolymenzed hemoglobin reacts 
35 within 2 hr. Not surprisingly, however, higher temperatures also increased formation of 
overpolymerized hemoglobin and methemoglobin as well as bacteria production. Suitable 
temperatures were between 4°C and 20 °C. 
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Table 6 




~Hbu: number of crossiinked hemoglobin units 
15 “Met Hb: Mabemoglobln 

'initial percent methemoglobin was 10.08%. 



20 



25 




*Hb.: number of crosslinked hemoglobin units 
35 *Met Hb: Methemoglobin 

'Initial perc e nt methemoglobin was 12 . 08 %,: ... 



F. Addition of Lvsine as Terminator 

Lysine is commonly used as a terminator for protein crosslinking reactions. Two 
polymerizations were carried out simultaneously, and to one was added lysine at 14.5 hr. 
Concentration of hemoglobin and genipin was 14 g/dl and 15 mM, as above, reaction time was 
15 hr, and reaction temperature was maintained at 4°C. As shown in Table 7, lysine was 
effective in quenching polymerization and reducing the level of overpolymerized hemoglobin. 

Table 7 



Effect of Lysine Quenching Agent on Molecular Weight Distribution and 
Methemoglobin Formation in Hemoglobin Polymerization 
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EXAMPLES 

The following examples illustrate but in no way are intended to limit the present invention. 



Example 1: Stability of Crosslinked Collagenous Tissues to Degradative Enzymes 
5 Fresh porcine pericardia procured from a slaughterhouse were used as raw materials. The 

tissue samples were immediately transferred into cold saline after removal and shipped for 
fixation. Five percent genipin solution buffered with phosphate buffered saline (pH 7.4) was 
used to crosslink the biological tissue. The treatment was conducted at 37°C for 3 days. After 
fixation, the biological tissue was rinsed in deionized water for 60 minutes. Subsequently, the 
10 fixed tissue was sterilized with a 70% ethanol solution for 7 days at 37°C. Glutaraidehyde- 
and epoxy-fixed counterparts were used as controls. A 0.625% solution of glutaraldehyde was 
used for fixation. The epoxy reagent was a 4% solution of ethylene glycol diglyddyl ether, 
Denacol*EX-810, obtained from Nagase Chemicals, Ltd., Osaka, Japan. 

Light microscopy was used to examine the changes in collagen fibril structure of each test 
15 sample before and after collagenase or pronase degradation. The test samples were fixed in 
a 10% formalin solution and prepared for histological examination. In the histological 
examination, sections of each test sample, before and after degradation, were stained with 
hematoxylin and eosin. 

The denaturation temperature of each test sample was measured by a Perkin Elmer 
20 differential scanning calorimeter (Model DSC 7, Norwalk, Connecticut, USA). Results are 
described above and shown in Figures 2 and 3. Tissue strips were cut from each test sample 
before and after in vitro degradation for tensile strength measurements. Stress-strain curves 
of the tissue strips were determined by uniaxial measurements using an Instron Universal 
Testing Machine (Model 4302) at a constant speed of 50 mm/min. Results are described above 
25 and shown in Figure 4. « 

Example 2: Subcutaneous Implantation Study 

Fresh porcine pericardia, as described above, were used as raw materials. Samples were 
rinsed and trimmed to remove blood and fat before fixing with genipin (5% solution), epoxide 
30 (4% solution of Denacol* EX-810, Nagase Chemicals, Ltd., Osaka, Japan) or glutaraldehyde 

(0.625% solution) for 3 days at 37°C. The amount of solution used in each case was about 
200 ml for a 6x6 cm porcine pericardium. The epoxy solution was buffered with 0.21M 
sodium carbonate/0. 02M sodium bicarbonate (pH 10.5), while the glutaraldehyde and genipin 
solutions were buffered with 0.01 M phosphate buffered saline (pH 7.4, Sigma Chemical Co. , 
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St. Louis, MO). The fixed pericardia were sterilized with a series of ethanol solutions having 
increasing concentration (20% - 75%) for approximately 5 hours, and finally rinsed several 
times in sterilized phosphate buffered saline; 

A subcu tan eous implant study was conducted on 6- week-old male Wistar rats under aseptic 
5 conditions. Implants were retrieved at 1 and 4 weeks post-implantation. The denaturation 
temperatures and tensile strengths were determined as in Examp le 1, and the calcium level was 
determined by atomic absorption spectroscopy. Results are described above and shown in 
Figures 5-7. ! 

10 Example 3: Determination of Calcium Content of Implanted Tissue Samples 

The retrieved tissues samples were lyophilized for 24 h and weighed. The lyophilized 
sample was then immersed in a 6 N HC1 solution (approx. 3 mg lyophilized tissue/3 mL 6N 
HQ) and subsequently hydrolyzed in a microwave hydrolysis system (MDS-2000. CEM Co., 
Matthews, NC, USA) for 45 min. Finally, the hydrolyzed sample was diluted with a solution 
15 of .5% lanthanum chloride in 3N HQ solution. The calcium content of each test sample was 

determined by an atomic absorption spectrophotometer (Model AA-100, Perkin Elmer hoc., 
Norwalk, Conn., USA). 

Example 4: Polymerization of Hemoglobin 

20 Hemoglobin solution was purged with carbon monoxide for I hour at 4 e C, then genipin 

was addod to the solution. Reaction time, concentrations, temperature and pH were varied as 
described above. Molecular weight distribution (degree of crosslinking) and percentage of 
methemoglobin were analyzed using high performance chromatography on a TSK 3000 SW gel 
filtration column (mobile phase solvent 0.1M phosphate buffer, 0.3 M NaCl, pH = 7; flow 
25 rate = 0.8 ml/min; detector at 410 nm and 280 ran). A typical profile is shown in Figure 11. 
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IT IS CLAIMED: 



1 . A biocompatible implant or wound dressing, comprising a biocompatible 
crosslinked amine-containing biomolecule, selected from chitosan or a connective- 

5 tissue protein, wherein said biomolecule is crosslinked with genipin. 

2 . The implant or wound dressing of claim 1, wherein said biomolecule is a 
connective-tissue protein. 

10 3. The implant or wound dressing of claim 2, wherein said connective-tissue protein 

is collagen. 

4. The implant or wound dressing of claim 1. wherein said biomolecule is chitosan. 

15 5. A b iocompatib le adhesive, comprising a biocompatible crosslinked gelatin derived 

from a collagenous source, wherein said gelatin is crosslinked with genipin. 

6. A method of manufacturing a biocompatible implant or wound dressing, 
comprising fabricating a material comprising an amine-containing biomolecule, 

20 from chi tosan or a connective-tissue protein, into a structure suitable for said 

implant or dressing, and crosslinking said material with genipin. 

7. The method of claim 6, wherein said material comprises a connective-tissue 
protein. 

25 _ 

8. The method of claim 7, wherein said connective-tissue protein is collagen. 

9. The method of claim 7, wherein said material comprises chitosan. 

30 10. A composition suitable for use in a blood substitute, comprising hemoglobin 

crosslinked with genipin. 

11. The composition of claim 10, wherein the crosslinked hemoglobin has a mean 

degree of polymerization greater than 1 and less than about 9. 
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12. A method of preparing* crosslinked hemoglobin, comprising treating the 
hemoglobin with an amount of genipin effective to crosslink said hemoglobin. 

13. The method of claim 12, wherein the hemoglobin is treated with an amount of 

5 genipin effective to give a mean degree of polymerization greater than 1 and less than 



about 9. 



WO 98/19718 



2/t3 



PCT/US97/20113 





Fig. ID 



SUBSTITUTE SHEET (RULE 26 ) 



WO 98/19718 



3/13 



PCT/US97/201 13 





SUBSTITUTE SHEET (RULE 26 ) 



WO 98/19718 



4/13 



PCI7US97/20113 




SUBSTITUTE SHEET {RULE 26) 




WO 98/19718 



PCT/US97/201 13 



100 

<P80 



Collagenase Degradation 

I j 1 nondegraded 



m 



£40- vX 

i • i 
i 2 °- 1 • 



p 






Fresh 



EX-810 



Genipin 



Fig. 2 



^80* 

E 

a> 

H 60 

c 

o 

2 40 

2 

® 20 

Q 



Pronase Degradation 

I 1 I nondegraded 





I J J | 


f. . • . 












/ 










» t » * | 


- x • 










r* ’ 


/ ' • /' 


;■># 








vX‘ 


/ - * , 


; : :v^ 








!viv 










. 


• * 


$#.■ 


r .*.v* 


; O* 




' O 

m 


p 




H 


& 




' CM" 

_ : 








m 




X*.*.*, 






— 1— 




— uJ 





Fresh GA 



EX-810 



Genipin 



Fig. 3 




WO 98/19718 



PCT/US97/201 13 



10/1.3 




SUBSTITUTE SHEET {RULE 26) 




Absorption 





liNiCiUXAiiUlXaL btAKUl KCJ'Ufti 



PCT/US 97/20113 



llP?f^l?5^“ffil5/32 A61L25/00 A61127/00 



Acccrdtog to International Patert QassfflcatonflPC) or to both national daaotficalion and IPC 

B. REIDS SEARCHED _ 

Minimum documentation aoa/ched (dasafficotion system folowed bydasaJIcatton ayut)Oto) 

IPC 6 A61L 



Doeumentstton eeorchod other than minimijnctociimeniation to the extern that such docunento am induded In the ftekla searched 



Etoctrarie data beoeconsuted during the international search (name of data beao and, where practical, search terms used) 



C CK^CUftgNTB CONSIDERED TO BE RELEVANT - 

Category* Citation cf document wtth todfcation where appropriate, of th» retevart p ass age s 



Relevant to claim No. 



FUJIKAWA, SHIGEAKI ET AL.: "GENIPIN, A 

NEW TYPE OF PROTEIN CROSSLINKING REAGENT 
FROM GARDENIA FRUITS" 

AGRIC. BIOL. CHEN., 
vol . 52, no. 3, 1988, 
pages 869-870, XP002059258 
see the whole document 

US 5 037 664 A (KY0G0KU N0BU0 ET AL) 6 
August 1991 

see column 4, line 57 - line 62; claims 

US 5 270 446 A (KY0G0KU N0BU0 ET AL) 14 
December 1993 

see column 4, line 36 - line 40; claims 
see column 2, line 28 - line 65 



Further documents are Bated tnthe ct«e*»alton of boa C. 



Patent family m ember* are feted in anno*. 



* Special categories of died documents : 

“A* documert defWng the general state cl fw art wttch bnol 
considered to be of particular retavanco 
■F* earlier docwitert PUpUitiahed on or alter the totamationtf 

fling dele 

V dPcumertwWch may throw double on pftarty cteMoH* 
wttch to dted teestabfeh Ihe piteiteattondato cl another 
cfiation or other aped* reason (as ep ecMed) 

TT document referring to an oral dfedosure. use. exhtotoon or 
other means 

■P* dooenent pubftshed prior to the WemaScnal ®ng dale txrt 
later than the prtorfty (We claimed 

Oats ol too actual completion oi thatntofnational search 



17 March 1998 

Name and mating address ol the ISA 

European Patent Office. P.a 5818 Palentiaan 2 
NL-2280HV«Jsw* 

Tel <431*70) 340-2040. T*. 31 651 epo nl. 

Fax: (+31-70) 340-3016 

Font PCT/tSA/21 0 (Moond m*eq (July t99Z) 



T later document pifetiahed after the International King date 
or priority data and not in cortfd w*h the appflcattonbU 
cflad to understand the principle or theory wrdoriytogihe 
invention 

"X“ document of pa rt icul a r mtevancec the claimed Invention 
cannot be considered novel or cannot be considered to 
Involve an inventive step when the document to taken alone 
■V document of particuar relevance: the claimed Invention 

cannot be considered to Involve an inventive step when the 
document b combined wth one or more other such docu- 
ment* such combtoetion being obvious to a pereon skOed 
to 8ia ad. 

T documert member of toe same patent famiy 
I Oats of maifing ol ihe International search report 



01/04/1998 



Authorized officer 



ESPINOSA, M 



page 1 of 2 



international SEARCH REPOjn 



CfCoflflnuatlOft) DOCUMENTS CONSIDERED TO BE RaEVANT 



Calogofy ' I CftaUonol document. wih indic at ion, whom appropriate. <* tha relevant panafloo 



EP 0 366 998 A (SUNTORY LTD) 9 May 1990 
see claims; examples 1-4 

US 4 983 524 A (FUJIKAWA SHIGEAKI ET AL) 
8 January 1991 
see claims 

US 5 322 935 A (SMITH TAMMY) 21 June 1994 
see claims 



intern? *ai Application Nc j 

PCT/US 97/20113 




Foot PCTRSAttlO (corttoomficn ol second sheet) i W2) 



page 2 of 2 








jmwllon on patent family membep 



uuemi ai Application ivi 

PCT/US 97/20113 



PatBnt document 
cited tn search report 


Publication 

date 




Patent tamdy 
members) 


Publication 

date 


US 5037664 A 


06-08-91 


JP 


2107163 A 


19-04-90 






CA 


2000740 A 


15-04-90 






US 


5098733 A 


24-03-92 


US 5270446 A 


14-12-93 


JP 


2263833 A 


26-10-90 






CA 


2013706 A 


04-10-90 


EP 0366998 A 


09-05-90 


JP 


2107162 A 


19-04-90 






AU 


617219 B 


21-11-91 






AU 


4290689 A 


26-04-90 






CA 


2000739 A 


15-04-90 






US 


5093028 A 


03-03-92 


US 4983524 A 


08-01-91 


JP 


1984250 C 


25-10-95 






JP 


7016409 B 


01-03-95 






JP 


63157981 A 


30-06-88 






CA 


1291431 A 


29-10-91 


US 5322935 A 


21-06-94 


US 


5328939 A 


12-07-94 






W0 


9425494 A 


...10-11-94 



Fwm PCT/tSA/2tO (potartf bn*y arvwp pity 199Z) 









This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

faded text or drawing 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

[gf LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 

As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 




